Candida albicans in the immunocompetent host is a benign member of the human microbiota. Though, when host physiology is disrupted, this commensal-host interaction can degenerate and lead to an opportunistic infection. Relatively little is known regarding the dynamics of C. albicans colonization and pathogenesis. We developed a C. albicans cell surface protein microarray to profile the immunoglobulin G response during commensal colonization and candidemia. The antibody response from the sera of patients with candidemia and our negative control groups indicate that the immunocompetent host exists in permanent host-pathogen interplay with commensal C. albicans. This report also identifies cell surface antigens that are specific to different phases (i.e. acute, early and mid convalescence) of candidemia. We identified a set of thirteen cell surface antigens capable of distinguishing acute candidemia from healthy individuals and uninfected hospital patients with commensal colonization. Interestingly, a large proportion of these cell surface antigens are involved in either oxidative stress or drug resistance. In addition, we identified 33 antigenic proteins that are enriched in convalescent sera of the candidemia patients. Intriguingly, we found within this subset an increase in antigens associated with heme-associated iron acquisition. These findings have important implications for the mechanisms of C. albicans colonization as well as the development of systemic infection.
Introduction
The yeast Candida albicans exists in a dichotomist relationship with the human host. C. albicans is frequently found as a commensal organism on the human skin, gastrointestinal (GI) tract and the vulvovaginal tract [1] . Close to 60% of healthy individuals carry C. albicans as a commensal in the oral cavity. Colonic and rectal colonization is even higher, ranging from 45% to 75% among patient groups. Alterations in the host immunity, physiology, or normal microflora rather than the acquisition of novel or hypervirulent factors associated with C. albicans, are suggested to lead to the development of candidiasis [2] . Both neutrophils and mucosal integrity of the GI tract, are critical in preventing hematogenously disseminated candidiasis [3] . The development of candidemia can begin with the translocation of C. albicans into the bloodstream from initial commensal GI colonization or the shedding from developing biofilms on indwelling catheters [4, 5] . Fungal cells that evade the host immune system can spread to deep organ systems leading to hematogenously disseminated candidiasis, which has an estimated mortality rate of 40%, even with the use of antifungal drugs [2] .
Information on in vivo gene expression would provide insight into how C. albicans interacts with host cells during the transition from commensal colonization to an opportunistic pathogen in the immunocompromised host. However, in vivo transcription profiling of C. albicans during commensal colonization or candidemia is technically challenging [6] . Instead, several genome-wide transcriptional analyses of C. albicans responses to host cells have been performed using ex vivo and in vivo infection models. These include phagocytosis of C. albicans cells by neutrophils [7] and macrophages [8] , exposure to human blood, plasma, and blood cells [9, 10] , as well as invasion of perfused pig liver and reconstituted human epithelium [11, 12] . Genes that are associated with morphological changes, metabolic adaptation, and oxidative stress are the major responses of C. albicans to host cells identified in these studies. The changes in gene expression identified in these in vitro model systems possibly reflect tissue-or stage-specific expression during an infection in patients. Profiling of antibody responses during infection in patients offers an alternative approach that can overcome technical challenges of in vivo transcription profiling. An antibody-based approach has been used to identify C. albicans gene expression during thrush in individuals with HIV [13] .
Currently the isolation of C. albicans from blood cultures is the standard method for the diagnosis of candidemia. Nevertheless, blood cultures may only become positive late in infection, and in one study up to 50% of all autopsy-proven cases of candidemia were reported as negative in blood cultures [14] . Thus, the ability to rapidly and easily diagnose candidiasis is urgently needed. An alternative approach to microbiological confirmation of C. albicans infection is serological diagnosis. An immunoproteomic approach using two-dimensional electrophoresis followed by quantitative Western blotting and mass spectrometry has been used to profile serologic response to peptides from cell surface extracts in candidemia [15] [16] [17] . A significant proportion of antigens identified were glycolytic enzymes and heat shock proteins. An antigenic multiplex consisting of the peptides Bgl2, Eno1, Pgk1, Met6, Gap1, and Fba1 provides 87% sensitivity and 74% specificity when distinguishing patients with candidemia from uninfected hospital patients [17] . However, this approach has several limitations; only the most abundant and soluble proteins can be resolved on the immunoblot, there is a lack of reproducibility of cell wall preparations, and most importantly, there is the inability to account for various stage-and tissuespecific gene expressions from the cultured cells. These limitations can be addressed by using a protein microarray to profile antibody responses [18] [19] [20] [21] .
To investigate the establishment of the humoral immunity during commensal sensitization, as well as the adaptive immune response to candidemia, we have developed a C. albicans cell surface protein microarray. Our rationale in developing a cell surface protein microarray is that the cell surface of C. albicans is the immediate target of the human immune system when C. albicans cells enter the bloodstream. Cell surface proteins play important roles in host interaction, and many of them are known virulence factors. In addition, a recent study showed that there is a significant expansion of cell wall, secreted and transporter gene families in pathogenic Candida species in comparison to nonpathogenic yeasts [22] . In this study, profiling of serological response on the protein microarray with sera from candidemia patients, blood-culture negative hospital patients and healthy individuals lead to the identification of serological signature specific for acute and convalescent stages of candidemia.
Intriguingly, large proportions of the identified antigens are involved in oxidative stress, drug resistance and iron acquisition. Furthermore, strong IgG response to many proteins known to be induced and/or required for C. albicans invasion of epithelial and endothelial cells is observed in both candidemia patients and noncandidemia controls, including all healthy individuals. Our findings provide new insights into commensal colonization and pathogenesis of C. albicans, as well as the characterization of potential serodiagnostic antigens and vaccine candidates.
Results

Sera collection and study population
Hospital patient sera were collected from Shands Hospital at the University of Florida (UF) (SH-UF) from January 2004 to December 2006. We collected sera from 21 patients with candidemia where the etiological agent was C. albicans. The median time from the date of positive culture to serum collection was two days. The study population was classified by age, gender, underlying disease, portal of entry, antifungal received, and outcome of stay (Table S1 ). A subset of the candidemia patients was followed through acute infection (days 0-14) to early convalescent (week 4) and mid convalescent (week 12) infection. We also used sera from 12 hospital patients and 50 healthy individuals who had no evidence of candidiasis as our negative control groups.
C. albicans cell surface protein microarray construction and hybridization
C. albicans cell surface proteins were chosen for the protein microarray because they interact directly with the host and thus are likely important for colonization and infection, as well as likely targets for the host immune system. Furthermore, many of their protein expression levels are regulated in response to extracelluar signals, such as stress, nutrients, host factors, or changes in environment. Known antigenic proteins are also included as controls (Bgl2, Eno1, Pgk1, Gap1, Cdc19, Tkl1, Hsp90, and members of the Hsp70 family) [15, 17] . The collection contains 451 His-and HA-tagged peptides (Table S2 ) that represent 363 different proteins, since ORFs .3,000 bps were cloned into two or more segments. All tagged proteins were confirmed individually by western blot and again on the protein microarray.
We have used the C. albicans cell surface microarray to evaluate the antibody profile of patients with candidemia against healthy individuals and uninfected hospital patients to determine relevant cell surface antigens that correlate with infection. Arrays were probed with a collection of sera consisting of different stages of candidemia: acute, early convalescent (approximately 4 weeks after onset of infection) and mid convalescent (approximately 12 weeks after onset of infection), as well as uninfected hospital patients and healthy individuals. Figure S1 shows a representative image of the microarray hybridized with the serum of an acute candidemia patient. All hybridizations in this study were done under the same conditions and dilutions with protein microarrays printed from the same batch. Their serological reactivity is shown as a heatmap where the antigens are sorted by increasing normalized global mean intensity, with bright green having the weakest intensity, red being the strongest, and black in between ( Figure S2 ). An examination of the IgG response to the entire C. albicans cell surface protein microarray showed that the mean global signal intensity was similar among different groups (data not shown), although antigenic profiles are not identical between individuals.
Author Summary
Candida albicans has both a benign and pathogenic association with the human host. Previous to this study, little was known in regard to how the host humoral system responds to the commensal colonization of C. albicans, as well as the development of hematogenously disseminated candidiasis. We show using a C. albicans cell surface protein microarray that the immunocompetent host exists in permanent host-pathogen interplay with commensal C. albicans, and undergoes stage-specific antibody responses as the yeast transitions from a benign microbe to an opportunistic fungal pathogen. Also identified were serological signatures specific for acute and convalescent stages of candidemia. Our findings provide new insight in the characterization of potential serodiagnostic antigens and vaccine candidates to the opportunistic pathogen C. albicans.
Characterization of an IgG response indicative of permanent host-pathogen interplay in commensal colonization
We were interested in determining the most seroprevalent antibodies in the acute candidemia patients and how their humoral response compared against the negative control groups. Antigens to the most seroprevalent antibodies were defined as serodominant antigens and characterized as having mean antigen reactivity 2-fold greater than the in vitro transcription/translation reaction mixture containing no vector. The top-forty serodominant antigens in the candidemia patients consisted of many previously characterized antigenic peptides such as Bgl2 [17] , Tkl1 [15] , Hwp1 [13, 23] , Eft2 [15] , and Cdc24 [13] (Table 1) . Also among the top-forty serodominant antigens were many previously identified virulenceassociated and/or hyphal-regulated proteins (eg. Int1, Hwp1, Als1, Als3, Als5, Ece1, Hyr1, Cdc24, and Utr2) ( Table 1 ) [24] [25] [26] [27] [28] [29] [30] [31] [32] . Interestingly, this serological response of acute candidemia patients was shared with both uninfected hospital patients and healthy individuals. The mean signal intensity to the top-forty serodominant antigens was 8,825 in acute candidemia patients, 8,837 in uninfected hospital patients, and 10,790 in healthy individuals. A two-way hierarchical cluster analysis of the top-forty serodominant antigens shows that the serum specimens of both the positive and negative candidemia groups were randomly dispersed throughout the hierarchical tree ( Figure 1A ). To further confirm that the topforty serodominant antigenic signatures are shared among acute candidemia patients, the uninfected hospital patients and healthy individuals, principal component analysis (PCA) was used to generate a three-dimensional projection of the data ( Figure 1B , 1C and 1D). The PCA shows that a large proportion of both the positive and negative acute candidemia sera are clustered together. These analyses suggest that IgG levels to the top-forty serodominant antigens are similar in both the negative control groups and acute candidemia sera. Since many of the top-forty antigens are either important for or induced during the invasion of epithelial or endothelial cells [11, 33] , their expression in healthy people, inferred from the presence of their antibodies, indicates the existence of a permanent host-pathogen interplay in immunocompetent individuals.
Identification of antigens correlative with the acute-stage of candidemia
To determine stage-specific biomarkers of acute candidemia, the normalized serological expression of acute candidemia patients were compared against the humoral reactivity of the uninfected hospital patients and healthy individuals. Serodiagnostic antigens were defined as having an IgG response significantly greater in acute candidemia patients (days 0-14) as compared to the negative control groups with Benjamini and Hochberg (BH) adjusted Cyber-T p-values ,0.05. Thirteen antigens met this requirement ( Table 2) . Moreover, among the proteins identified as serodiagnostic markers, proteins involved in oxidative stress response appeared to be enriched over other functional categories. Sln1 and Nik1 are two out of three histidine kinases on the cell surface protein microarray and they are both identified as serodiagnostic antigens. Sln1 and Nik1 are sensors for the high-osmolarity glycerol (HOG) pathway, a mitogen-activated protein kinase cascade responsible for osmotic and oxidative stress adaptation in C. albicans [34, 35] . In addition, the expression levels of CDR4, RAS2, and ALS9 are up-regulated during oxidative stress [35] . Another functional group over-represented among the serodiagnostic antigens are transporters associated with drug resistance (Cdr1, Cdr4, and Yor1) [36] .
The 13-serodiagnostic antigens were also evaluated with a twoway hierarchical cluster analysis on candidemia positive and negative sera. Interestingly, the sera clustered into two distinct groups based on their responses to the 13 antigens ( Figure 2A ). Cluster I contained 10 candidemia sera and only one uninfected hospital patient. Cluster II contained all 50 healthy individuals, 11 of the 12 hospital patients, and 8 acute candidemia sera (Figure 2A ). To further confirm that the antigenic signatures identified during the acute phase of candidemia differed from the negative control groups, PCA was used to create a threedimensional projection of the data (Figure 2B , 2C, and 2D). In agreement with the two-way hierarchical cluster analysis, two distinct groups were observed ( Figure 2B and 2C) . Also, the PCA of the negative control groups showed individuals are clustered together with the exception of one outlying uninfected hospital patient found clustered with the acute candidemia patients ( Figure 2C and 2D). These data provide further support of the antigenic signature of patients during the acute phase of candidemia. Multiple linear regression models determined that the antigenic profiles of acute candidemia patients were not related to various risk factors (i.e. age, gender, course of treatment, coexisting disease, and recovery/fatality) (data not shown). However, this determination is limited by the small sample size of our study.
Multiple independent serodiagnostic antigens can dramatically improve the sensitivity and accuracy of serodiagnostic tests [37] . To establish a collection of antigens that could be used as a multiplex set to accurately distinguish candidemia cases from controls, we studied the discriminatory power of different sets of proteins using receiver operating characteristic (ROC) curves. First, ROC curves were generated for individual serodiagnostic antigens and the area under the ROC curves (AUC) for each antigen is listed in Table 2 . The top-five cell surface proteins all have an AUC greater than 0.76, with CDR1 (3) (AUC 0.87, BH adjusted Cyber-T p-value ,1.04e-7) giving the best single antigen discrimination ( Table 2 ). The 13 th antigen has an AUC of 0.630, which still exceeds the upper 95% confidence interval for random expectations for the AUC. To extend the analysis to combinations of antigens, we used kernel methods and support vector machines to build linear and nonlinear classifiers. As inputs to the classifier, we used the highest-ranking AUC antigens in combinations of 2, 5, 10, 11, 12 and 13 proteins and the results were validated with 10 runs of three-fold cross-validation ( Figure 2E ). Increasing the antigen number from 2 to 5, and 5 to 10 produced improvements in the classifier. But as the antigens increased to 13, a reduction in accuracy was observed. Using the ten most significant diagnostic antigens (in rank order: Cdr1 (3), Cfl91, Cdr4 (3), Als9 (2), Cdc19, Nik1 (2), Chs8 (2), Rta4, Sln1 (2), and Trk1 (2)), the classifier predicts 83% (95% CI, 76-89%) sensitivity, 72% (95% CI, 68-76%) specificity, and 74% (95% CI, 72-76%) accuracy in diagnosis of acute phase candidemia from the negative controls (healthy individuals and uninfected hospital patients) ( Table 3 ).
Identification of antigens correlative with the convalescent-stage of candidemia
We were next interested in identifying antigens that are significantly different between the early/mid convalescent candidemia patients (weeks 4 and 12 of the infection, respectively) and the negative control groups. The convalescent patient sera consisted of three patients whose serum was drawn under all three disease phases (acute phase, early and mid convalescent phases), 4 patients who had blood drawn at the acute and early convalescent phases, and 3 patients whose blood was drawn only at the early convalescent phase. Using BH adjusted Cyber-T p-values ,0.05, we identified 33 antigens, 11 of which are from the 13 diagnostic antigens for the acute phase of infection (Table 4 ). Among the identified convalescent biomarkers were marked expansions in proteins involved in iron acquisition (Rbt5, Csa1, Flc1, and Cfl91) ( Table 4 ). Cfl91 is a putative ferric reductase similar to Fre10, which is required for the release of iron from transferrin and the reduction to ferrous iron [38] . The protein Flc1 has been identified as having heme uptake activity [39] whereas, both Rbt5 and Csa1 have been implicated as receptors of hemoglobin whose function is to deliver the hemoglobin by endocystosis to the vacuole where iron is released by acidification [40, 41] . The remainders of the identified proteins have roles in cell wall biogenesis, membrane lipid organization, and drug resistance. We next evaluated antibody response to the 33 antigens in the acute, convalescent candidemia patients and the negative control groups by two-way hierarchical cluster analysis. The individuals in Cluster II were the same as those identified previously with 13 serodiagnostic antigens (Figure 2A and 3A) with the addition of one convalescent candidemia patient whose only sera was drawn during week 4 of the infection. Individuals in Cluster I consisted of candidemia patients with the exception of the one uninfected hospital patient from Figure 2A . Three of the candidemia patients' acute and convalescent profiles were all found in Cluster I, whereas four candidemia patients' profiles converted from Cluster II to I during the convalescence phase of the disease. In addition, the remaining two-candidemia patients whose only blood draws were during week 4 also grouped in Cluster I ( Figure 3A ). This conversion of the antigenic profile from the negative control groups (Cluster II) to the antigenic profile consistent with candidemia (Cluster I), indicates an adaptive immune response to C. albicans that is different from commensal sensitization. Again, PCA was used to further confirm that the antigenic signatures identified during the convalescent phase of candidemia differed from the negative control groups ( Figure 3B , 3C and 3D). ROC curves were generated to assess the ability to separate the control and convalescent candidemia. AUC was determined for each of the 33-serodiagnostic antigens and listed in Table 4 in decreasing order. The top-five ORFs all have an AUC greater than 0.94. We then used SVMs to build multiplex classifiers with 2, 5, and 10 antigens with the highest-ranking AUC from Table 4 . The results were validated with 10 runs of three-fold cross-validation ( Figure 3E ). Increasing the antigen number from 2 to 5 maintained the diagnostic accuracy in the classifier and a reduction in accuracy occurred as the antigens increased to 10 due to overfitting. The top-five serodiagnostic antigens are associated with xenobiotic-transporting activity (Cdr4 and Yor1) [36] , phospholipid-transporting activity (Drs23), a putative ferric reductase (Cfl91), and a mucin-like cell wall protein (Ipf25023) ( Table 4 ). Using the top-five antigens, the classifier predicts 93% (95% CI, 89-96%) sensitivity, 96% (95% CI, 95-96%) specificity, and 95% (95% CI, 94-96%) accuracy in the differentiation of early/mid convalescent phase candidemia from the negative controls (healthy individuals and uninfected hospital patients) ( Table 3) .
Having identified 33 antigens that are correlative with convalescent candidemia in comparison to the negative control groups, we next wanted to determine the temporal change in IgG response to these 33 antigens during the transition from acute infection (AI), to early convalescent (EC), and mid convalescent (MC). A two-way hierarchical cluster analyses was performed on differential IgG responses to the 33 antigens in 3 patients with AI, EC and MC sera, and 4 patients with only AI and EC sera ( Figure  S3 ). A one tailed t-test was carried out to look for differences where the EC antigen intensity is significantly greater than the AI antigen intensity, possibly indicating the selection of a protective antibody response. We observed a significant increase in the IgG response from AI to EC in the following antigens, which are ranked according to their p-values: Apc5 (2) (1.12E-03), Drs23 (3) (1.23E-03), Vps62 (1.57E-03), Rad50 (1.83E-03), Ssu1 (3.17E-03), Yor1 (3) (5.33E-03), Ipf885 (5.33E-03), Pga4 (5.88E-03), Cdr4 (3) (7.22E-03), Cfl91 (2) (0.0231), Cyr1 (2) (0.0274), Ipf25023 (2) (0.0330), Gsl2 (2) (0.0374), Chs1 (2) (0.0393), and Snq2 (3) (0.0486). The identified antigens could potentially be efficacious vaccine candidates due to the fact that the IgG response is being positively selected over the course of infection.
Discussion
In this study, we have developed a C. albicans cell surface protein microarray and profiled host humoral responses during conmmensal colonization and during the progression of candidemia. Thirteen novel serodiagnostic antigens were identified for differentiating acute candidemia from commensal sensitization and 33 antigens were found to discriminate convalescent candidemia from non-candidemia controls. The sensitivity and specificity for the identification of acute candidemia determined by the top 10 antigens from the set of 13 serodiagnostic markers are comparable to that obtained using the method of 2D-PAGE and immunoblots [17] . When using the top 5 antigens from the set of 33, both sensitivity and specificity are dramatically improved for convalescent candidemia. Pitarch et al. reported that the anti-Bgl2p IgG antibody levels mainly define the proteomic signature for candidemia patients [17] . In this study, Bgl2 is on the list of 33 diagnostic antigens from convalescent sera. Although it is classified as a serodominant antigen by acute candidemia sera, the BHadjusted p-value of Bgl2 (0.116) is just above cutoff (0.05) to be considered as diagnostic by our definition, and the mean anti-Bgl2 antibodies in acute candidemia is higher than the mean in noncandidemia controls. Bgl2 is a glycoprotein and the glycan moieties on other b-1,3-glucanosyltransferases seem to contribute to antigenicity. Since our Bgl2 is expressed in vitro without any glycosylation, its antigenicity is likely different from the Bgl2 produced by C. albicans used in the 2D-PAGE immunoblots. The previously identified immunogenic heat shock protein 90 (Hsp90) is also one of 33 biomarkers for convalescent candidemia identified from this study. Hsp90 has been shown to elicit a protective humoral response [42, 43] and its antibodies are known to associate with patients that recover from candidiasis. The use of protein microarray technology allowed us to identify new diagnostic antigens that were missed by previous studies. The use of 2-D PAGE to accurately identify and separate clinical markers of candidemia from commensal sensitization is limited by the range in protein abundance and various properties associated with peptides such as their mass, isoelectric point, hydrophobicity, and post-translational modification, as well as the semi-quantitative nature of a Western [18] . Using a C. albicans cell surface protein microarray helped us overcome many of the technical difficulties found with traditional proteomics, since the expression level of recombinant-derived proteins vary by only a single log and the use of fluorescent-labeled antibodies allows for greater linearity, precision, and sensitivity in the quantitative measurement of the humoral response to C. albicans. One of the most beneficial aspects in the use of the protein microarray assay is its ability to detect significant differences in the IgG response that under traditional immunoblot conditions would be below the detectable threshold. However, a potential limitation to our study is that the microarray is based on recombinant peptides. Because of the cell free nature of our in vitro translated peptides, potential epitopes may have been lost due to miss folding and a lack of glycosylation, both of which may affect the conformational structure of the native protein. On the other hand, the removal of posttranslational modifications, such as glycosylation, from the peptides may have revealed hidden peptide epitopes only seen during a strong host immune response. A large collection of peptide epitopes may increase the specificity in diagnosis of infection. In support of this, our study has identified many new clinical biomarkers that are associated with differing states of interactions with the host as well as the characterization of potential new targets for therapeutics and vaccine candidates. To our knowledge, this is the first study using a protein microarray to analyze the serological response to an organism that is capable of existing as both commensal flora and an opportunistic pathogen in the human population.
Commensal colonization of C. albicans is common in humans and attenuated host immunity is a perquisite for the transition from commensal colonization to infection. Historically, it was believed that C. albicans switched from a commensal to a pathogen using distinct pathogen-associated genetic programs when the host immune status was altered. An intriguing review challenges this notion, Hube postulates that C. albicans exists in a permanent hostpathogen interplay where overgrowth and invasion is only observed under immunocompromising conditions [44] . The review puts forth two-models of a permanent infection strategy: (1) constitutive gene expression where attenuated immunity induces little or no change in the pathogenic profile of C. albicans or (2) a variable transcriptional profile where C. albicans expression is dependent on the stage-and tissue-specific interactions with the host. Our study indicates the existence of permanent hostpathogen interplay with variable gene expression over the course of infection. The serological response to the entire C. albicans cell surface protein microarray detected considerable homogeneity as well as differences in the patterns of antigens recognized among patients and healthy individuals. The majority of healthy individuals and uninfected hospital patients have moderate to strong IgG responses to many C. albicans cell surface proteins that have long been associated with virulence or hyphal-regulation (a hallmark of virulence in itself). In agreement with our protein microarray data, Naglik et al. observed similar levels of IgG titers to the hyphal wall protein Hwp1 in patients with oral candidiasis and asymptomatic mucosal infections as well as healthy culturenegative controls [23] . These serodominant cross-reactive antigens include adhesins such as Als1, Als3, Als5, Hwp1 and Int1 and hyphal-regulated genes such as Als3, Hwp1, Ece1, Hyr1, and Cdc24. Both functional groups are known to be important for invasion and virulence [45] . Among the identified serodominant antigens are many previously characterized immunogenic peptides such as Bgl2 [17] , Tkl1 [15] , Hwp1 [13, 23] , Eft2 [15] , and Cdc24 [13] . Intriguingly, the average signal intensities to the top-forty serodominant antigens are higher in the healthy individuals than the uninfected hospital patients and acute candidiasis patients (10,380 vs. 8,837 and 8,825, respectively). It is interesting to speculate whether the healthy individuals' IgG response limits colonization and overgrowth since many of the serodominant antigens are against adhesins. In particular is the strong humoral response to the integrin-like protein, Int1, which may play dual roles in limiting both intestinal colonization of the cecum and systemic invasion of deep tissue organs [46, 47] . Another interesting serodominant antibody response is to the protein Ece1, which has been shown to promote adhesion and is important for GI colonization [48] . ECE1 transcription is highly expressed during GI colonization and invasion of host tissue [33, 48] . However, one can not discount that the high IgG titer of colonized individuals may be due to a previous superficial infections such candidal vaginitis [49, 50] .
The microenvironmental conditions during commensal colonization of the host may also play a role in the induction of the IgG response to certain cell surface proteins. Previous studies have evaluated characteristics common to the GI and/or vulvovaginal tract such as blood, hypoxia, iron restriction and weak acid as modifiers of gene expression [9, [51] [52] [53] . Intriguingly, the expressions of these genes share common features to the identified serodominant antibodies. Interestingly, genes transcriptionally upregulated in blood (Als1, Als3, Hwp1, Ece1, Hyr1, and Bgl2) were serodominant and cross-reactive with both positive and negative candidiasis individuals, as were genes up-regulated under hypoxic conditions (Als1, Als3, Hwp1, Rbt5, Utr2, and Tos1), iron restriction (Int1, Rbt5, and Fet35), and weak acid (Crp1, Fet35, and Ipf9655) ( Table 1 ). Furthermore, some of the serodominant antigens (i.e. Als3, Ece1, Hwp1, and Rbt5) have been shown to be induced during the invasion of epithelial or endothelial cells [11, 33] . Therefore, the expression of the serodominant antigens in healthy individuals indicates the existence of permanent hostpathogen interplay during commensal colonization. In addition, the presence of serodominant IgGs in all 50 healthy individuals suggests that commensal colonization is much more prevalent than previously reported. One of the most challenging tasks in characterizing serodiagnostic antigens from C. albicans is the identification of discriminating peptides that can differentiate between commensal colonization and candidemia with high sensitivity and specificity. By profiling antibody response from patients with varying stages of candidemia against healthy individuals and candidemia-negative hospital patients, we have identified 13 diagnostic antigens for acute phase of candidemia and 33 for the early/mid convalescent candidemia. The serologic signature in candidemia patients likely reflects an alteration in the level of those proteins due to a change either in transcription and/or protein stability. Stage-and tissuespecific gene expression during the course of systemic infection is expected as C. albicans cells transition through differing microenvironments of the host. Among the 13 diagnostic antigens for acute candidemia, three are associated with drug resistance (Cdr1, Cdr4, and Yor1) [36] . The exposure to antifungal drugs in patients undergoing acute candidemia may have acted as an additional environmental stress that stimulates the expression of these antifungal drug transporters [54] . Intriguingly, two out of the 13 biomarkers are the osmosensors Sln1 and Nik1 for the HOG pathway that is responsible for osmotic and oxidative stress adaptation in C. albicans [34, 35] . The host-pathogen interaction commonly associated with oxidative stress is typically seen during phagocytosis by neutrophils, the initiating immune response to C. albicans overgrowth and infection. Furthermore, a study of global transcriptional responses to oxidative stress observed an increase in the transcriptional expression of CDR4 (4.1-fold), RAS2 (2.5-fold) and ALS9 (1.5-fold) [35] . Taken together, our data indicates a strong correlation between the IgG response to oxidative stressrelated cell surface proteins and the initial cell-mediated immune response during acute candidemia. In further agreement, previous studies have shown that oxidative stress functions are primarily induced when C. albicans is initially exposed to human blood or following phagocytosis by neutrophils and granulocytes [7, 9, 10, 55] . The 33 convalescent diagnostic antigens include proteins involved in iron acquisition, cell wall biogenesis, membrane lipid organization, and drug resistance. Of particular interest is the dramatic increase in antibodies to proteins for iron acquisition (Cfl91, ferric reductase; Rbt5 and Csa1, hemoglobin receptors; and Flc1, heme uptake). Iron is an essential nutrient for C. albicans. Circulating iron in serum is bound to transferrin and ferric reductases are required in the acquisition of iron from transferrin. Interestingly, Cfl91 is found as a biomarker for both acute and convalescent candidemia patients. Of particular interest is the increase antibody response to hemoglobin and heme-related proteins as these molecules are normally sequestered in erythrocytes [56] . The proteins Rbt5, Csa1 and Flc1 are required for iron acquisition from hemoglobin or heme [39, 40] and are diagnostic antigens only for convalescent candidemia. Thus, it is interesting to speculate whether free hemoglobin becomes a by-product of lysed erythrocytes after post-operative surgery or other invasive clinical procedures. Nevertheless, the data from this study should provide critical information for the development of diagnostic antigenic profiles for patients at risk for candidemia and for the assessment of progression of hematogenously disseminated candidiasis. Future studies will need to be done to determine whether serological differences exist between superficial and systemic infections, as well as commensal sensitization. The development of the antigenic profiles over the course of candidiasis (acute infection, early convalescence, and mid convalescence) may also provide insight into a protective humoral response against C. albicans. Even though previous sensitization to commensal colonization does not limit mortality or even morbidity in patients, experimental studies have identified protective antibodies against hematogenously disseminated candidiasis, such as heat shock protein 90 (Hsp90) or b-mannan [57] [58] [59] [60] . Future studies will need to address whether the serodiagnostic antigens identified in this study could provide protection from hematogenously disseminated candidiasis. Of particular interest are the convalescent serodiagnostic antigens where the EC antigen intensity is significantly greater than the AI antigen intensity, which may possibly indicate the selection of a protective antibody response.
Materials and Methods
Ethics statement
Human sera from candidemia patients and hospitalized patients were collected from SH-UF under protocols approved and created by the UF Institutional Review Board. Sera from healthy individuals were obtained from volunteers at the General Clinical Research Center at the University of California, Irvine. Written, informed consent was obtained from participants.
Collection of candidemia and control sera
Candidemia was defined as the recovery of C. albicans from blood cultures. Sera from candidemia patients and hospitalized patients (no clinical or microbiological evidence of candidemia) were collected from SH-UF as previously published [61] . Briefly, patients at SH-UF were identified on the day blood cultures were positive for C. albicans. The Infectious Diseases Consultation Service at SH-UF identified controls. Sera were collected and stored at 270uC in the repository at the UF Mycology Research Unit. For patients with candidemia, sera were obtained from the earliest possible date on or after the date that the first positive cultures were drawn. In all cases, this was within 7 days of the first positive culture (acute-phase sera). For ten patients with candidemia, sera were also recovered 4 to 12 weeks after the date on which the first positive cultures were drawn (convalescent-phase sera).
Microarray construction and antibody profiling
Cell surface proteins were selected from the Candida Genome Database (CGD) using keywords such as ''cell surface'', ''plasma membrane'', and ''cell wall''. The CGD annotation of cell surface proteins is based on published experiments [32, [62] [63] [64] [65] [66] , functionbased prediction of cellular localization, and sequence prediction. Known antigenic proteins are also included as controls (Bgl2, Eno1, Pgk1, Gap1, Cdc19, Tkl1, Hsp90, and members of the Hsp70 family) [15, 17] . Coding regions of the genes were PCR amplified from the clinical isolate SC5314 of C. albicans with primers listed in Table S2 , and cloned into a pXT7 expression vector with a HA-tag at the N-terminus and His-tag at the Cterminus by homologous recombination in E. coli as described [67] . Protein expression was carried out using an E. coli based cell- Figure 3 . Discrimination of convalescent candidemia patients from the study population. (A) Two-way hierarchical cluster analyses of the 33 differentially expressed anti-C. albicans cell surface antibodies from early/mid convalescent candidemia sera. The heatmap is organized with antigens, in rows, and acute candidemia patients (n = 18), early and mid convalescent patients (n = 10) and negative control groups (hospital patients (n = 12) and healthy individuals (n = 50)) in columns. The colorized scale ranks the antigens with red being the strongest, bright green the weakest, and black in between. (B, C & D) Principal component analyses of serum anti-C. albicans cell surface IgG antibody expression profiles that discriminate between convalescent candidemia patients and each negative control group (hospital patients and health individuals). Each circle denotes the anti-C. albicans cell surface antibody profile of asingle serum specimen. Samples are color coded as the following acute candidemia patients (red), convalescent candidemia patients (brown), healthy individuals (green), and hospital patients (blue). (E) The graph shows the ROC curves generated using different sets of serodiagnostic antigens. doi:10.1371/journal.ppat.1000827.g003 free in vitro transcription/translation system (RTS 100 E. coli HY kit, Roche). The protein microarray was made by printing the peptides onto nitrocellulose-coated FAST glass slides (Schleicher & Schuell) using the OmniGrid 100 (GeneMachines) in the UCI Microarray Facility. Each peptide was printed in duplicate and showed homogenous spot morphology as well as low background. Internal controls consisting of buffer alone and a reaction mixture with no DNA were also printed onto the FAST slides. After the addition of the plasma samples the microarray was incubated with a biotin-conjugated donkey anti-human IgG Fc c fragment specific secondary antibody (Jackson Immunoresearch). The secondary antibody was then removed and the microarray was incubated with Streptavidin: SureLight H P-3 (Columbia Biosciences). Details concerning microarray construction and controls, antibody profiling, data normalization, as well as the reproducibility and validity of the microarray are given in the Text S1.
Statistical analysis
All analysis was performed using the R statistical environment (http://www.r-project.org). It has been noted in the literature that data derived from microarray platforms is heteroskedatic [68] [69] [70] . This mean-variance dependence has been observed in the arrays presented in this manuscript [71, 72] . In order to stabilize the variance, the vsn method [73] implemented as part of the Bioconductor suite (www.bioconductor.org) was applied to the quantified array intensities. In addition to removing heteroskedacity, this procedure corrects for non-specific noise effects by finding maximum likelihood shifting and scaling parameters for each array such that the variances of a large number (default setting used: 85%) of the spots on the array are minimized. In other words, the method assumes that variance in binding for the vast majority of the proteins on the array are due to noise rather than true differential immunological response. In essence, 85% of the spots on the array are used as controls for sample-by-sample normalization. This calibration method has been shown to be effective on a number of platforms [74] [75] [76] . A simple ranking normalization where all of the proteins are ordered for each sample by binding intensity and assigning the integer rank was performed as well with similar results (results not shown). Finally, VSN normalized data is retransformed with the 'sinh' function to allow visualization and discussion at an approximate raw scale.
Diagnostic biomarkers between groups were determined using a Bayes regularized t-test adapted from Cyber-T for protein arrays [69, 77] . To account for multiple testing conditions, the Benjamini and Hochberg (BH) method was used to control the false discovery rate [78] . Statistical analyses were performed with R 2.0 (www.rproject.org) and STATA (version 10.0, StataCorp). Multiple antigen classifiers were constructed using linear and non-linear Support Vector Machines (SVMs) using the ''e1071'' R package. To prevent overfitting and show the generalization of the classification method, 10 repeats of three-fold cross-validation were performed. In this methodology, the data is split into 3 classstratified subsets. For each subset, a classifier is trained using the remaining two-thirds of the data. The classifier is then evaluated on the one-third of the data not used for training. This process is repeated for each split and for 10 different splits, yielding 30 evaluation measures. The ROCR package was used to construct receiver-operating-characteristic curves and perform sensitivity and specificity analyses. Blast2Go (www.blast2go.org) was used for gene ontology annotation and enrichment analysis. To confirm that the identified antigens were accurate, their vectors were resequenced. The Tables S3 and S4 list the statistical data of acute and convalescent candidemia patients, respectively.
Accession numbers
Detailed information for the genes/proteins from this study can be found at the Candida Genome 
Supporting Information
Text S1 Supplemental Figure S3 Development of the antigenic profile overtime in candidiasis patients. Two-way hierarchical cluster analyses of differential IgG response to the 33 convalescent serodiagnostic antigens (rows) and serum specimens (columns) from candidemia patients. The patients are ordered from left to right starting with the acute infection (AI) phase, early convalescent (EC), and mid convalescent (MC). The colorized scale ranks the antigens with red being the strongest, bright green the weakest, and black in between. Cell surface proteins that showed a significant increase in IgG response from AI to EC are labeled red (p-value #0.05). Found at: doi:10.1371/journal.ppat.1000827.s004 (0.17 MB PDF) 
